Palmitate preparation
A 7.5 mM stock solution was prepared by dissolving sodium palmitate (Sigma) in phosphate-buffered saline (pH 7.4) supplemented with 5% (w/v) fatty acid-free bovine low endotoxin serum albumin (BSA) (Sigma) by stirring at 55° C (2 hrs.). Stock solutions of 5% BSA and palmitate/5% BSA were sterile filtered (0.2 µm), aliquoted, and stored at -20°C.
Blood analysis
Blood glucose was measured with an Ascensia Breeze 2 glucometer (Bayer). Insulin in plasma was measured by multiplexed ELISA using a Luminex 200 machine (Millipore).
Insulin tolerance tests
Insulin tolerance tests were performed by intraperitoneal injection of mice with insulin (0.5 U/kg) using methods described previously (Sabio et al., 2008) .
Metabolic cages
The analysis was performed by the Mouse Metabolic Phenotyping Center at the University of Massachusetts Medical School. The mice were housed under controlled temperature and lighting with free access to food and water. The food/water intake, energy expenditure, respiratory exchange ratio, and physical activity were measured using metabolic cages (TSE Systems).
Hyperinsulinemic-euglycemic clamp studies
The clamp studies were performed at the UMASS Mouse Metabolic Phenotyping Center. Following an overnight fast, a 2-hr hyperinsulinemic-euglycemic clamp was conducted in conscious mice with a primed and continuous infusion of human insulin (150 mU/kg body weight priming followed by 2.5 mU/kg/min; Humulin; Eli Lilly), and 20% glucose was infused at variable rates to maintain euglycemia (Kim et al., 2004) .
Analysis of tissue sections
Histology was performed using tissue fixed in 10% formalin for 24 h, dehydrated, and embedded in paraffin. Sections (7 µm) were cut and stained using hematoxylin and eosin (American Master Tech Scientific). Hepatic steatosis was examined using sections (7 µm) prepared from tissue frozen in O.C.T. compound (Tissue-Tek) and staining with Sudan black (American Master Tech Scientific).
Statistical analysis
Differences between groups were examined for statistical significance using the Student's test or analysis of variance (ANOVA) with the Fisher's test.
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